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(54) Method and apparatus for temperature control of multiple samples. 



(57) Independent control of multiple samples 
which are in close proximity. All the samples in 
a sample container designed for rapid heat 
transfer and can be independently regulated to 
a set point using a temperature feedback con- 
trol with the temperature monitored by a tem- 
perature sensitive element. This is implemented 
by heating each sample independently and at 
the same time a cooling means produces a 
substantial and continuous heat flow from the 
sample in order to permit an adequate rate of 
cooling when required. The rate of heat flow 
through the cooling means is partly determined 
by a thermal resistance which is including to 
control the pattern and maximum rate of heat 
flow to designed levels. By keeping the thermal 
mass of the temperature controlled compo- 
nents to a minimum it is also possible to change 
the temperature of the samples very rapidly. 
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BACKGROUND OF THE INVENTION 

The laboratory analysis of samples under experimental conditions often requires that their temperature 
be held as constant as possible or be varied according to a predetermined time course. Full sample analysis 

5 may need different temperature regimes to be applied and as many sets of heating apparatus as there are 
samples may have to be provided. Alternatively, one or a few sets of apparatus may be used sequentially but 
this poses problems of reproducibility, for example, where the samples are not easily stored or are unstable. 
In addition, in a busy laboratory, there may be several experimenters who need apparatus for different time 
and temperature regimes and this therefore requires yet more equipment or curtailing of activities until appa- 

10 ratus is free. 

Examples of the type of samples envisaged are found in many aspects of biochemistry. As an example, 
it may be necessary to carry out enzyme reactions at different temperatures to find optimum reaction rates. 
The effect of the duration of a reaction will also need to be investigated as the rate of reaction may slow or 
even reverse after long incubations. The combination of the time and temperature parameters leads to lengthy 

15 experiments in which the results are not always consistent if done on different days because this may give 
rise to unavoidable differences in assay conditions. 

A second example is in molecular biology where the rates of hybridization and melting of nucleic acids is 
investigated. Here the variation of time and temperature are also most important. Optimum times and temper- 
atures are required for the most specific hybridization of RNA/DNA heteroduplexes which may be visualised 

20 using an electron microscope and analysed for tertiary structure. 

A third example is in the thermal cycling of samples for amplification of DNA(the polymerase chain reac- 
tion, PCR™ Cetus Corp. USA). In this process (see EP-A-236069 and 200362), samples of DNA are heated 
in solution until they melt and become single stranded. The temperature is then reduced allowing a pair of short 
oligonucleotides in the mixture to hybridise to opposite strands of the DNA, at a distance apart defining the 

25 sequence of interest. These annealed oligonucleotides act as primers to a thermophilic DNA polymerase (see 
WO91/09550) allowing DNA synthesis to proceed until the length of double strand is at least as long as the 
sequence of interest. Upon remelting the products and repeating the process, sequences of exactly the length 
specified by the positions of the oligonucleotides are formed. These then can be cycled as many times as 
needed. This valuable method needs good temperature control because if the melting is insufficient or at such 

30 a high temperature that the components of the mixture are degraded, then the efficiency of the process will 
deteriorate. Similarly the annealing of the oligonucleotides is critically dependent on temperature and there 
will also be an optimum temperature for the best synthesis rate. A method for amplification of cDNA which has 
been copied by reverse transcriptase from mRNAalso exists. Here the optimum conditions and temperature 
for stability of primary heteroduplexes must be balanced with reduction of secondary structure for the most 

35 efficient cDNA synthesis. In either technique, the product should roughly double at each cycle, and it can be 
seen that small changes in efficiency make a great difference to the final quantity of product. 

Another amplification technique is where a thermoplastic ligase is used to join two pairs of oligonucleotides 
hybridised to opposite strands of DNA but atthe same site. The joined pairs become templates for subsequent 
cycles giving large and easily detected amounts of double oligonucleotide product. If there is a pairing mismatch 

40 then hybridisation will fail and the process will not start. In this way mutant sites may be detected but it can 
be seen that the oligonucleotide hybridisation is most critical and this is very sensitive to temperature. 

A final example of temperature regulation is for the growing of cells in tissue culture. Usually incubators 
are used at a fixed temperature but a number of cell types grow better at slightly different temperatures and 
to find the optimum is usually a long and difficult procedure if growth rates are compared in sequential experi- 

45 ments with the incubator set at different temperatures. Expression of some proteins is also greatly affected 
by temperature (the heat-shock proteins), and research into the mechanisms involved would be greatly facili- 
tated by the possibility of having different wells of a tissue culture plate held accurately at different temperatures 
for different times or cycled to find optimal effects of temperature on the system in question. 

Some progress towards the control of sample temperatures has already been achieved. Many machines 

50 are available which control the temperature of a single heating and cooling block, suitable for holding small 
conical tubes known as Eppendorf tubes. These tubes are made of polypropylene and, unfortunately, are poor 
at conducting heat. To overcome this some machines are designed for tubes specially made with thin side 
walls. 

In many of the machines there is a metal heating and cooling block in which the tubes are inserted. The 
55 block may be heated and cooled by Peltier thermoelectric devices or by circulation of hot or cold liquids through 
channels in the block (see EP-A-236069). In many other machines electrical heating is employed but a heat- 
emitting bulb has also been used (see WO89/09437). In any of these machines it is difficult to get reproducibly 
similar thermal contact for each sample and as the heat flows are passive, it is also inevitable that there are 



2 



EP 0 545 736 A2 



differences in temperature between different positions in the block (F van Leuven, Trends in Genetics, 1991, 
7, p 142) and other defects that have been clearly described elsewhere (R Hoelzel, Trends in Genetics, 1990, 
6, 237-238). In an alternative approach (see WO90/05239) using water as the heat conducting medium, then 
the temperature changes in each sample should be similar because of the large mass of water with its high 
5 specific heat. This is however also a disadvantage as it does not permit the rapid temperature changes needed 
for some applications. In another different approach hot gas has been used to heat samples in thin-walled cuv- 
ettes (EP-A-381581) in an apparatus to conduct PCR™ with containment to prevent contamination of the lab- 
oratory by PCR™ product. 

Some machines have more than one temperature regulated heating block (up to five at the time of writing) 
10 and, although this indicates the need for independent temperature control of samples, this merely represents 
the housing of several machines in a single case, albeit with a single computing means for control. 

For the independent control of multiple samples, necessarily in close proximity, then novel techniques are 
required. Here we describe how all the samples in a sample container designed for rapid heat transfer can be 
independently regulated to a set point using a temperature feedback control with the temperature monitored 
15 by a temperature sensitive element. This is implemented by heating each sample independently whilst at the 
same time a cooling means produces a substantial and continuous heat flow from the sample in order to permit 
an adequate rate of cooling when required. The rate of heat flow through the cooling means is partly deter- 
mined by a thermal resistance which is including to control the pattern and maximum rate of heat flow to de- 
signed levels. By keeping the thermal mass of the temperature controlled components to a minimum it is also 
20 possible to change the temperature of the samples very rapidly. For interacting samples, for example where 
one sample to be cooled is surrounded by hot samples, a reduced ramp rate will be acheivable. By controlling 
the ramp rate to slower than the worst case for interacting samples, the machine will produce very reproducible 
temperature changes and time courses which will still be favourably rapid compared with many single block 
designs. This precision will still be in evidence if such a machine is used in a single block mode with all samples 
25 following the same temperature and time course but with performance greatly improved for precise and re- 
producible temperature control of a large number of samples. The individual control of each sample tempera- 
ture, however, greatly facilitates multi-user applications. 

The method and the machine we describe should therefore improve the utility of many techniques needing 
precise temperature control. 

30 The above and other features and advantages of this invention will become better understood by reference 

to the detailed description that follows, when considered in connection with the accompanying drawings. The 
invention will now be described byway of an example. 

BRIEF DESCRIPTION OF THE DRAWINGS 

35 

FIG. 1 is a cross section of the sample plate. 

FIG. 2 is a cross section of the temperature control unit. 

FIG. 3 is a detail of the temperature control unit of FIG. 2. 

40 DETAILED DESCRIPTION OF A PREFERRED EMBODIMENT 

In Fig. 1, the sample plate 10, the sample 11 is in the form of a thin disc of fluid. The Sample 11 lies above 
the Thin Plastic Foil 12 and is therefore in good thermal contact with the underside of the foil 12. This is pre- 
sented to the temperature controlled surface of the Spreader Plate 21 in Fig. 2. Thus the sample 11 is in good 
45 thermal contact with the spreader 21. The samples 11 are contained in wells 13 of low thermal mass, and these 
are connected by plastic webbing 14 of low thermal conductivity. The wells 1 3 are sealed at the top by sealing 
foil 15 and sticky seal 17 or heat seal after the samples 11 are placed in them. 

In the temperature control unit 20 in Fig. 2 the Spreader Plate 21, which is of low thermal resistance, is 
in close contact with the Heating Means, the Cooling Means and the Temperature Sensing Means. 
50 These are constituted as a temperature controller, which therefore has a close control on the temperature 

of the base of the sample. Because the sample 11 is thin, the whole of it is under the same control. 

In addition to the sample 11, the temperature control has to change and maintain the temperature of the 
plastic foil 12 and the sample wells 13. Being of low thermal mass, these do not dominate the thermal load 
on the controller, which is therefore largely determined by the sample 11 alone. 
55 The optional spreader plate 21 evens out the temperature differences across the temperature controlled 

surface. These arise because of manufacturing limitations. 

Residual temperature differences in the sample 1 1 itself arise because of heat flows through it. These are 
minimized by positioning the webbing above the sample 11, as shown at a portion 16 of the webbing 14 in 
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the diagram, and by suitably dimensioning it and the well 13 walls. The resultant low thermal connection to 
other temperatures is further reduced if the top or sides of the well are maintained at or around the required 
temperature. Since this is to reduce a small error, the control accuracy does not have to be as great as the 
main temperature controller beneath the plastic foil 12. 

5 The base of the well 13 is likewise shielded. In this case implementation can be by a metal, ceramic or 

plastic conductive collar, in the position 16 of the webbing 14 shown cutout in the diagram and in good thermal 
contact with the temperature controlled surface, or the Spreader Plate 21 if fitted. 

By restraining the Sample Plate 10 from moving vertically, the natural tendency of the plastic foil 12 to 
bulge when the sample 11 is heated is exploited to improve the thermal contact with the Temperature Con- 

10 trolled Surface. At the same time the mechanical stress in the foil 12 is relieved by the support of the Spreader 
Plate 21. 

In Fig 2, the Heating Means and Temperature Sensing Means are shown combined as a Heater Ele- 
ment/Temperature Sensor 22 because in practice they can be built very close together or even combined in 
one part. The Cooling Means is determined by the overall thermal resistance to the Cold Block 25. The resis- 
ts tance comprises two main paths; the largely vertical path through the disc 29 of Matrix material beneath the 
Heater Element/Temperature Sensor 22, and the largely radial path 30 from the edge of the Heater Ele- 
ment/Temperature Sensor 22 with the heat finally flowing down into the cold block 25. 

The main paths of the resistance are also shown in FIG. 3 that describes a detail of the temperature control 
unit. The vertical path goes through the disc 29 of Matrix material beneath the Heater Element/Temperature 
20 Sensor 22, and the radial path 30 goes from the edge of the Heater Element/Temperature Sensor 22 down to 
the cold block 25. 

For a Matrix made of high conductivity, the disc of Matrix material can be augmented by a disc 23 of higher 
Thermal Resistance. Avisual indicator of the temperature of the Matrix24 ata sample position may be imple- 
mented by thermochromic paint on or in the matrix 24. 
25 In the diagram, the thickness of the matrix 24 is considerably less than the spacing between sample pos- 

itions. Consequently most of the radial flow does not reach the adjacent samples but flows to the Cold Block 

25. The geometry may be improved by thinning the Matrix 24 between the sample positions. It is then optional 
whether the Matrix 24 dips down to the Cold Block 25 or whether a thermal bridge is built up from the Cold 
Block 25 to the Matrix 24 to intercept and divert most of any heat flow. 

30 Heat flows between samples are thus minimized. What remains impose their own requirements on the 

temperature controller. Since the latter is best implemented as a cloned loop system, they have a negligible 

effect on the acheived temperatures. 

Owing to the small thermal masses, it is possible to change the temperature of the samples 11 very quickly; 

virtually all of any change in heat output from the Heating Means initially flows into or out of the sample 11. 
35 An important component of the Cooling Means is the Cold Part, labelled as a Cold Block 25. In the diagram 

it is common to several or all of the sample positions. The Cold Block 25 is cooled by a thermoelectric device 

26. By using a large metal block, the heat flow is evened out over the area of the thermoelectric device 26. It 
is also evened out over time which permits a better response under some circumstances, especially if the Cold 
Block 25 has a thermal capacity of several times that of the samples 11 . The Cold Block 25 is maintained at 

40 approximately the same temperature all the time, thus eliminating potentially harmful cycling of the thermo- 
electric device 26. 

Waste heat is eliminated by the Heat Conducting Block 27 which requires a fluid coolant 28 of some kind. 
This may be air, water or other. In practice, water cooling is convenient. 

The method according to the invention controls the temperature of samples which are in close enough 
45 proximity for any regulating change in the temperature of one sample to otherwise affect the temperature of 
another sample. The temperature at some desired Set Point for each sample in a Sample Container is inde- 
pendently controlled by the following steps. Each example is heated by a separate Heating Means, the sep- 
arate heating of samples is opposed by cooling every sample continuously by a Cooling Means, the temper- 
ature of the sample is measured by a Temperature Sensing Means; the temperature of the sample is compared 
50 with the temperature of the Set Point, and the Heating Means is regulated according to the said comparison. 

The cooling of the samples is provided by a Cooling Means that is composed of a Thermal Resistance 
and a Cooled Part at a temperature substantially lower than that of the sample. The temperature of samples 
12, 24, 48, or, preferably, 96 samples is independently regulated. 

For independent control of the temperature at some desired Set Point for each sample in a Sample Con- 
55 tainer the apparatus is provided by a separate Heating Means to heat each sample as required, a Cooling 
means for cooling every sample continuously, a temperature Sensing Means to measure the temperature of 
the sample, a regulating means to regulate the Heating Means according to the temperature of the sample 
measured and the temperature of the Set Point. 
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A Cooling Means is composed of a Thermal Resistance and a Cooled Part at a temperature substantially 
lower than that of the sample and with said Thermal Resistance being placed between the Heating Means 
and the Cooled Part. For heating the samples the Heating Means are resistive heating elements heated elec- 
trically by ohmic resistance. The resistive heating element is a flat deposition or adhesion of copper or other 
5 metal or other conductor onto a Matrix orfused toorfused into said Matrix. The Matrix is an insulator composed 
of plastic loaded glass fibre, ceramic alumina or aluminium nitride, glass or plastic which is deposited on any 
other of these materials either alone or themselves deposited on steel or other metals. 

The resistive elements are in a pattern allowing uniform heating of the sample, for example as a spiral, 
zigzag both straight or bent in a curve, or other meandering pattern permitting increased length of the track 
10 to provide suitable resistance within a small area. The pattern of the resistive elements of the heater provide 
a non-uniform heat supply to compensate for uneven heat flow from the controlled region to give an improved 
temperature uniformity. 

The pattern of the resistive elements of the heater is provided to apply heat to the periphery of the tem- 
perature controlled surface to compensate for radial heat loss. The radial heat loss is a substantial proportion 
15 of heat flow from the region and provides a substantial part of the Cooling Means. Heat is applied to regions 
substantially smaller than the total heat controlled area to compensate for heat flow through essential parts 
of the structure. 

A collar of heat conducting material is placed around the base of each well of the Sample Container plate 
either in thermal contact with the sample plate or to the Matrix of 6 to permit better heat transfer characteristics. 

20 The collar is provided to minimize temperature differences within the sample. The collar is, for example, 3 mm 
or lower in height, 2 mm or less in thickness and 3-15 mm in diameter. 

The spreader plate of a good heat conductor is between the Sample Container and the Matrix of 6 or be- 
tween the Matrix and the Thermal Resistance. The collar and spreader plate can also be combined. The collar 
or spreader plate or combination may be heated independently of the heating element. 

25 The temperature is sensed by a Temperature Sensing Means in close proximity to the sample well. The 

temperature can also be sensed by a temperature dependent resistive track which is a flat deposition or ad- 
hesion of copper or other metal or other conductor onto the same Matrix of claim 7 as bears the heating element 
or is fused to orfused into said Matrix. Alternatively the temperature is sensed by a temperature dependent 
resistive track which is also the heating element deposited on orfused to orfused into the Matrix. 

30 The temperature rise is limited to some maximum safe level by the inherent rise in resistance of the heating 

element. The cooling of the samples is by their contact with the Matrix which is in turn in cooled with, the Cooled 
Part via the Thermal Resistance comprising the Matrix itself with the optional addition of another layer with 
suitable thermal resistance such as air or other material to give the required radial flow and the required flow 
through the Matrix. 

35 The cooling of the Cooled Part is by air or water flow, at least one thermoelectric device or refrigerated 

liquid circulation. If the thermoelectric devices are used, the heat produced is removed by air or water flow or 

refrigerated liquid circulation. 

The samples are placed in a plastic plate with sample wells constructed so that the bottom of the wells 

is thin preferably less than 0.25 mm and most preferably about 0.025 mm, for best heat transfer to and from 
40 the sample. The plate is formed by producing holes in a plastic sheet and sealing plastic foil to the base of 

the sheet forming a welled sample container. The geometry of the plate is such that the sample volume is up 

to 100 |jtl and preferably about 25 uJ so that the sample thickness is less than 5 mm and preferably about 1 

mm to permit rapid changes in temperature of the sample. 

The heat flow from one sample to another through the substance of the plate is minimized by having thin 
45 webs of material connecting the wells diagonally. The webs of material are connected to the sample containers 

above the level of the sample to minimize cross flow of heat. The top of the plate is sealed with a sticky or a 

heat sealed foil to prevent contamination to or from the well. 

The mechanical stress on the thin bases of the sample wells is reduced by the positioning of the sample 

wells so that any pressure tending to make said bases bulge will be restrained by at least one temperature 
so controlled surface. 

The samples are placed in strips of wells, preferably 8 or 1 2 per strip for each user to house their own sam- 
ples. The top of the sample container is covered with a lid bearing heating elements to prevent condensation 
from each sample. The heating elements minimize unwanted heat flows to and from the sample. For multiple 
user strips the top of each strip of sample container wells is covered with a lid bearing heating elements to 
55 prevent condensation from each sample. 

The heat input is regulated by the Set Point, or the temperature according to the Temperature Sensing 
Means. The Cooled Part has a high thermal mass to even out the total heat flow to be removed. The Cooled 
Part incorporates a temperature control to avoid undue temperature fluctuations. 
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The samples are arranged as an array, preferably in rows of 12 and most preferably as an array of 8 by 
12 for 96 samples in microtration plate format. 



Claims 

1. A met hod for independently controlling the temperature of each sample in an array of samples (11), which 
samples are in close enough proximity for any regulating change in the temperature of one sample to 
otherwise affect the temperature of another sample, characterised in that the temperature at some de- 
sired set point for each sample (11) in a sample container (10) is independently controlled by steps com- 
prising: 

- heating each sample by a separate heating means (22), 

- cooling every sample continuously by a common cooling means (22, 25, 29, 30), 

- measuring the temperature of each sample by a temperature sensing means, 

- comparing the temperature of each sample with the temperature of the set point appropriate thereto, 
and 

- controlling the heating means for each sample according to the said comparison. 

2. A method according to Claim 1, characterised in that the cooling of the samples (11) is provided by ther- 
mally connecting each sample in the array via a thermal resistance (23, 29, 30) to a cooled part (25) at 
a temperature substantially lower than that of the sample. 

3. A method according to Claim 1 or 2, characterised in that the array of samples (11), the temperatures of 
which are to be independently regulated, is an array of 12, 24, 48 or 96 samples. 

4. Apparatus for controlling the temperature of each sample in an array of samples (11) in a sample container 
(1 0), the apparatus including a heating or cooling block in thermal contact with the sample container (1 0) 
when the apparatus is in use, characterised in thatfor independent control of the temperature of the heat- 
ing or cooling block of the apparatus includes 

- an array of separate heating means (22) matching the array of the sample container 

- a common cooling means (23, 25, 29, 30) for cooling every sample continuously 

- an array of temperature sensing means to measure the temperature of each sample, and 

- regulating means arranged to react to each element of the array of temperature sensing means and 
to control the respective element of the array of heating means according to a comparison of the 
temperature of the sample measured and a derived temperature for that sample. 

5. Apparatus according to claim 4, characterised in that the heating means (12) are resistive heating ele- 
ments. 

6. Apparatus according to claim 5 in that the resistive heating element (22) is a flat resistive track deposited 
on or adhered to a non-electrically conductive matrix (24). 

7. Apparatus according to claim 6, characterised in that the matrix (24) is composed of or faced with glass 
reinforced plastic, ceramic, alumina or aluminium nitride, glass or plastic. 

8. Apparatus according to any of Claims 4 to 7, characterised in that the cooling means is composed of a 
thermal resistance (23, 29, 30) located between the heating means (22) and a cooled part (25). 

9. Apparatus according to claim 8, characterised in that the cooled part has a high thermal mass and incor- 
porates a temperature control to avoid undue temperature fluctuations. 

10. Apparatus according to Claim 9, characterised in that the cooling of the cooled part is by air or water flow, 
at least one thermoelectric device or refrigerated liquid circulation. 

11. Apparatus according to any one of Claims 4 to 1 0, characterised in that the temperature sensing means 
includes a resistive track, the resistance of which is temperature dependent, and which may be the heating 
element of Claim 6. 

12. Apparatus according to any one of Claims 4 to 1 1 , characterised in that the sample container (10) has an 
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array of sample wells (13) constructed with a thin bottom wall of thickness less than 0.25 mm and most 
preferably about 0.025 mm. 

13. Apparatus according to Claim 12, characterised in that the wells (13) are connected to one another via 
diagonal webs (14) which extend from the top of the container (10) only part way towards the base of the 
well (13). 

14. Apparatus according to Claim 12 or 13, characterised in that a collar (16) of heat conducting material is 
located around the base of each well (13) of the sample container plate (10). 

15. Apparatus according to any one of Claims 4 to 14, characterised in that the top of the sample container 
(10) is covered with a lid bearing heating elements to prevent condensation from each sample (11). 

16. Apparatus according to any one of Claims 4 to 1 5, characterised in that an array of spreader plates (21) 
of a good heat conductor is located between the sample container (1 0) and the array of heating elements. 
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